The aim of the present investigation was to explore the constituents of the Arabian myrrh resin obtained from Commiphora myrrha. The organic and inorganic composition of the myrrh gum resin has been investigated using gas chromatography-mass spectrometry (GC-MS) and inductively coupled plasma-mass spectrometry (ICP-MS). Analysis executed by ICP-MS reveals the presence of various inorganic elements in significant amount in the myrrh resin. The elements that were found to be present in large amounts include calcium, magnesium, aluminum, phosphorus, chlorine, chromium, bromine and scandium. The important organic constituents identified in the myrrh ethanolic extract include limonene, curzerene, germacrene B, isocericenine, myrcenol, beta selinene, and spathulenol,. The present work complements other myrrh associated investigations done in the past and provides additional data for the future researches.
Introduction
Myrrh is a resinous exudate obtained from the tree Commiphora myrrha (family Burseraceae) and various other Commiphora species. The genus Commiphora includes over 150 species, and is mainly distributed in Eastern Africa, Arabia, and India (Vollesen, 1989) . It is very well reported to possess medicinal properties and has been used in traditional medicines against a variety of diseases including ulcerative colitis, fever, ailments of gall bladder, skin infections, dysmenorrhea, amenorrhea, tumors, chest ailments and in burn treatment (Langhorst et al., 2013; El Ashry et al., 2003; Shen and Lou, 2008a; Su et al., 2008; Pec´anac et al., 2013) . Myrrh usually has been combined with frankincense during the treatment. Myrrh and frankincense resins were used for a long time in the traditional medicines of India, China, Rome, Greece, Babylon, and so on (Shen and Lou, 2008b) .
A number of studies have been conducted for the evaluation of the biologically active constituents in the myrrh resin to deal with its medicinal properties reported since ages. The phytochemical investigations of myrrh started around a century ago, and hundreds of phytochemicals have been identified in this genus. El Ashry et al. (2003) and Hanus et al. (2005) reported isolation of secondary metabolites from myrrh. However, there is no data available regarding the mineral (inorganic) constituents of the myrrh resin.
Scientific publications in the past two decades have generated plenty of data to support the practices of the traditional medicines mainly encompassing plant based drugs. There are reports about hundreds of plant constituents, their identification, isolation and studies regarding the assessment of their pharmacological and toxicological properties. Most of the research investigations of plant based products are oriented toward the identification of organic constituents, which are mainly secondary metabolites. Indeed organic constituents are the ones known to possess pharmacological properties. On the other hand inorganic constituents are also there and they can play a significant influential role in the medicinal effects of the plant products. Inorganic elements can play a supplemental role in addition to the therapeutic effects of plant based medicines (Lozak et al., 2002; Pytlakowska et al., 2012) .
A lot of research studies deal with the organic constituents of the myrrh; however, the inorganic mineral constituents are not yet reported. The present study focuses on the organic as well as inorganic constituents of the myrrh using GC-MS and ICP-MS techniques.
Materials and methods
All the solvents, nitric acid, perchloric acid, hydrogen peroxide and other reagents used were of one of the best quality grades available in the market. High quality Arabian myrrh resin was procured from local market in Riyadh, Saudi Arabia.
Preparation of myrrh resin extract for GC-MS analysis
In order to obtain myrrh resin extract the powdered myrrh resin was directly subjected to extraction with ethanol in a flask. The myrrh powder was soaked in ethanol at room temperature for a period of 48 h. Thus obtained extract was filtered and concentrated in a rotary evaporator under reduced pressure and controlled temperature, and then dried at room temperature. The extract was stored in airtight bottles at 4°C until further investigations with GC-MS.
GC-MS analysis
Organic constituents were analyzed in Perkin-Elmer, Autosystem XL gas chromatograph linked to a mass spectrometer (Turbomass), available at Research center College of pharmacy King Saud University. 2 ll volume of myrrh resin extract was loaded into the glass capillary column (Elite-5MS column of 30 Â 0.25 mm internal diameter). Oven temperature was set at 80°C, 5 min, reaching up to 310°C with an acceleration rate of 10°C/min. The temperature of injector and interface was maintained at 260 and 250°C respectively. The flow of mobile phase, helium, was set at a rate of 1.0 mL/min. Mass spectral scanning was done at 40-600 (m/z) in ionization mode. The source and inlet line temperature was set at 180 and 250°C respectively. Spectra were compared with National Institute of Standard and Technology (NIST, 2005 v2.1) library to identify the unknown compounds. Blanks were also run after analysis of a set of five samples.
Sample preparation for ICP-MS analysis
One gram of dried sample and 50 ml of 20% Nitric acid (HNO 3 ) were added to Erlenmeyer flask. The mixture was heated to 70-85°C for 48 h. During heating period the volume of the flask was maintained at the same level by intermittently adding 20% nitric acid. After the completion of digestion the content of Erlenmeyer flask was filtered using Nalgene filter (Thermo scientific) unit. The filtrate was collected in 100 ml volumetric flask and allowed to cool. After cooling the volume was made up to 100 ml using deionized water (Milli Q) and analyzed with ICP-MS. For the sample preparation all the glassware was washed with deionized water and rinsed three times with 20% nitric acid.
ICP-MS analysis
For the elemental analysis of the myrrh resin the instrument ELAN-9000, Perkin Elmer, USA, was utilized. The Instrumental setting details for the analysis done are given in Table 1 . Other details are given below.
Calibration of ICP/MS and internal standards
Instrument calibration was done using solution of Rh, Be, se, U, Co, Na, Mg, In, Fe, Pb, Cu, Ba 1 ppb in 1% HNO3. The same standard solution was used to optimize nebulizer gas flow, mass calibration, resolution and AutoLens calibration. A 20 ppb multi-element internal standard solution was used for all analyses. To prepare a 20 ppb internal standard solution, 1 ml of the 10 ppm stock (BDH Chemicals) was diluted into 500 ml 1% HNO 3 . LOD and LOQ values of the standard elements are given in Table 2 .
Results and discussion
Medicinal properties of myrrh resin have been utilized in Chinese medicines and Indian traditional medicines since ages. It is mainly prescribed together with frankincense in case of traumatic pain and inflammation related diseases such as arthritis and fractures. Myrrh resin is widely used in dermatology for the treatment of skin ulcers and sores. Myrrh resin has been reported to be used as medicine in case of tumors, arthritis, trauma and fractures along with improvement in blood circulation (Shen et al., 2012) .
In the present phytochemical investigation the organic and inorganic constituents were identified and their amount was estimated in the Arabian myrrh resin. A significant amount of 27 organic compounds was estimated using GC/MS technique (Table 3 ). Fig. 1 shows the chromatogram of organic constituents taken by the GC-MS. In case of Inorganic constituents a total of 62 inorganic elements were identified using ICP/MS technique (Table 4) . Results indicate significant amount of the important organic constituents identified in the myrrh resin including limonene, curzerene, germacrene B, isocericenine, myrcenol, beta selinene, and spathulenol.
Curzerene is a sesquiterpenoid known to possess antioxidant and free radical neutralizing properties (Zhao et al., 2010) . It plays a significant role against oxidative damageassociated diseases (Forman et al., 2013) . Other diverse biological activities which sesquiterpenoids possess include antibacterial, antifungal, and anesthetic. Other sesquiterpenoids identified in the myrrh extract include germacrene B, Elema-1,3,11(13)-trien-12-ol.
GC/MS analysis identified and estimated the presence of (-)-Elema-1,3,11(13)-trien-12-ol in the myrrh resin (Table 3) . (-)-Elema-1,3,11(13)-trien-12-ol is reported to exhibit immunomodulatory effects in in vitro studies. In a study (-)-Elema-1,3,11(13)-trien-12-ol inhibited the mast cell degranulation along with inhibition of IL-4 release, IL-4 mRNA expression and IL-4 protein expression in antigen-induced IgE-sensitized RBL-2H3 cells suggesting its candidature against IgE-mediated allergic disorders (Kim et al., 2013) .
Anti-inflammatory activities of Commiphora myrrha extract has also been reported (Su et al., 2012) which indicate toward the probable role of compounds present in myrrh resin as well. In a study conducted with mice model the myrrh water extract at the 3.9 g/kg showed inhibition of formalin-induced paw edema in mice model (Su et al., 2012) . In addition to its anti-inflammatory activities in this study the C. myrrha extract also indicates toward its analgesic activities.
Limonene, a monoterpene was also detected in myrrh resin, which is a very well-studied terpene. It is already in clinical practice for the treatment of cholesterol containing gall stones and gastroesophageal reflux disease (GERD). Limonene has very well reported chemopreventive properties against many types of cancer (Sun, 2007) . In the past aqueous extract of myrrh resin inhibitory activities against various tumor cell lines have been reported by Shoemaker et al. (2005) . However, it does not make a supporting base for the attribution of such kind of activities to any of the constituents, but it surly does indicate their part in the reported activities.
Reactive oxygen species (ROS) are very well known to cause oxidative damages to the cellular macromolecules including lipids, nucleic acids and proteins. These kinds of biological insults may result into cell death and disease progression. The essential oil of C. myrrha demonstrated potent superoxide anion radical scavenging activity. The study attributed this effect to the reaction between furan ring of C. myrrha constituents (particularly the furano-sesquiterpenoids) and superoxide anion radical (Racine and Auffray, 2005) . Furanosesquiterpenoids from C. myrrha have also been reported to exhibit DPPH radical scavenging activity. A series of sesquiterpenoids from C. myrrha prevented neuronal cell death induced by MPP + in H-SY5Y cells (Xu et al., 2011a,b) . Martins et al. (2010) in their in vitro study reported that the spathulenol inhibited human ABCB1 efflux pump and suggested its candidature to be used in combination chemotherapy of MDR cancer and recommended the spathulenol for further in vivo studies. All of these reported properties of the myrrh can be taken into consideration to support its therapeutic applications in traditional system of medicine. In the present study ample amount of sesquiterpenoids in the myrrh resin has been detected. Inorganic elements play an indispensable role in the survival of the biological entities. In addition to the four basic elements carbon, hydrogen, nitrogen and oxygen (constituting formation of organic molecules) several inorganic elements are needed by the organisms for healthy survival. Various elements are known to be essentially needed for normal physiological functions in humans (Colotti et al., 2013) . The present investigation found a total of 62 elements in the myrrh resin (Table 4) , including those known to play their biological functions in humans.
Selenium is among the elements needed via food to assure the normal biological functions; it is known to play a role in antioxidant activities (Kieliszek and Bła_ zejak, 2013) via certain enzymes. These enzymes include thioredoxin reductase (TRxR), glutathione peroxidase (GPx) and deiodinase iodothyronine (Kieliszek and Bła_ zejak, 2013) . Selenium also plays important role in reproductive health (Mistry et al., 2012) . 1.41 ppm selenium was detected in the myrrh resin in the present investigation (Table 3) . Higher selenium levels have been negatively correlated with risk of various cancers (Rayman, 2012) .
Iron is an essential element which is required for the activities of hemoglobin for its oxygen carrying capacity. Iron is also an integral part of important enzymes like cytochrome p450. Results show very low amount of iron (0.04 ppm) in the myrrh resin (Table 4) .
Chromium, which has been found in considerable amount in the myrrh (11.48 ppm, Table 4 ), is reported to exhibit significant role in biological system. Studies have reported to find positive correlation between chromium deficiency and the diabetes (Cefalu and Hu, 2004) . Presence of the chromium in the myrrh resin can be viewed as a source of chromium supplement and be regarded as a medicinal asset along with its other therapeutic uses.
Calcium is essential for a number of physiological processes along with working as structural material for bone in combination with phosphorus. Supplementation of calcium can prevent the bone fracture (Bauer, 2013) and provide amelioration of calcium deficiency related disorders. Calcium is estimated to be present in the largest amount of all the inorganic elements (Table 4 ). The significant amount of the calcium and the phosphorus found in the myrrh is unavoidable when its medicinal use is taken into consideration. Both the elements are essential for bone formation. Other significant nutrient elements are also identified in the myrrh resin, which includes magnesium, potassium, sodium, manganese and zinc (Table 4 ). Zinc is reported to play significant role in immune function and fights against infections (Shankar and Prasad, 1998; Rink and Gabriel, 2000) . Zinc deficiency is correlated with increased incidences of infections (Keen and Gershwin, 1990) . Hundreds of enzymes that maintain normal organ functions and immune system have zinc as a cofactor (Rink and Gabriel, 2000) . In the present investigation zinc has been found to be present in myrrh resin in low amounts (0.57 ppm, Table 4 ). However, the amount of zinc is low in the myrrh resin but is not avoidable. Moreover, low amount simultaneously avoids the risk associated with high dose of zinc.
In the present investigation three elements, besides essential ones, draw the attention for their considerable amount present in the myrrh resin. These include aluminum (11.55 ppm), scandium (17.32 ppm), and chlorine (19.46 ppm). These elements may have toxic role if administered in higher doses. According to the Agency for Toxic Substances and Disease Registry (ATSDR) intermediate and chronic-duration minimal risk level (MRL) for the aluminum is 1 mg/kg/day which is much higher than the estimated amount of aluminum in the myrrh. ATSDR also indicates toward the safety of low level of chlorine. Moreover chlorine may be present as chloride of sodium and potassium. In case of scandium, no serious toxicities have been reported for this metal and it does not have any biological role either.
Arsenic which is a known toxic non-metal has been found in the myrrh extract (0.81 ppm). However, the level of arsenic in the myrrh, when compared with the reference dose of arsenic for humans (US EPA), was found to be much lower than the expected toxic level. Same is the case with other toxic metals (lead, mercury, etc.) found in the myrrh resin in the present study (Table 4 ). Table 4 also shows the other elements detected in trace amounts.
The present investigation gives an insight not only about the organic medicinal constituents of the myrrh resin but also about the inorganic beneficial elements. Probably, this is the first report regarding the inorganic constituents of the myrrh resin and supports the role of the resin as a medicine in the traditional system. As a whole myrrh resin contains essential elements required for biological functions and toxicologically insignificant amounts of arsenic, mercury and lead (and other probable toxic elements). The present investigation proposes the role of the inorganic elements in the medicinal effects along with its organic constituents. It is also suggested that the myrrh resin may be used as a source of supplement for several inorganic elements in case of deficiency.
